. Characterization of spatial cue-independent polarization backgrounds. (A) axl2 rax1 cells bud in random orientations. At log phase, cycling cells were stained with calcofluor white and imaged as confocal z stacks. Cells with buds and a single bud scar were scored for the position of the scar as in the proximal (prox) or distal (dist) quadrant of the cell relative to the bud or to the side. n > 75 cells for each genotype. (B) Complete disruption of F-actin by LatA treatment in our experiments. At log phase, cycling cells were treated with 50 µM LatA or equivalent DMSO for 15 min and then fixed and stained with Alexa Fluor 568-phalloidin and imaged as confocal z stacks. Images are maximum z projections. (C and D) Dynamics of GFP-Cdc42 polar caps in rsr1 and axl2  rax1  cells in LatA. Cells of the indicated genotypes were arrested in G1 via pheromone for 1.5 h and released into LatAcontaining SC media for 30 min before slide preparation on a 1% agarose pad containing 100 µM LatA. Z-stack images were acquired at 30-s intervals on a spinning-disk confocal microscope equipped with an EM-CCD. Inset numbers indicate time in minutes relative to an arbitrary start point, the same start point as kymographs in Fig. 1 D. Images are maximum z projections. (E) Diploid rsr1/RSR1 bem1/BEM1 strains carrying a BEM1 centromeric plasmid were sporulated, and tetrads were dissected (four spores top to bottom). Strains used in this study were generated from tetrads, which retained the plasmid during sporulation (the plasmid was later "kicked out" on 5-fluoroorotic acid media); however, tetrads with natural plasmid loss also yielded viable rsr1 bem1 spores, as indicated. Bars, 2.5 µm. Video 3. Localization of Cdc24-GFP in rsr1 bem1 cells during budding. Three examples are shown. Arrows indicate incipient bud sites. Mid-log phase rsr1 bem1 cells expressing Cdc24-GFP (white) were imaged on a 1% agarose pad. Z-stack images were acquired at 2-min intervals for 1 h on a spinning-disk confocal microscope equipped with an EM-CCD. Video images are maximum z projections. See also Fig. 1 (G-I) .
Video 4. Localization of Cdc24-GFP in axl2 rax1 bem1 cells during budding. Three examples are shown. Arrows indicate incipient bud sites. Mid-log phase axl2 rax1 bem1 cells expressing Cdc24-GFP (white) were imaged on a 1% agarose pad. Z-stack images were acquired at 2-min intervals for 1 h on a spinning-disk confocal microscope equipped with an EM-CCD. Video images are maximum z projections. See also Fig. 1 (F, H, and I ). Table S1 . Yeast strains used in this study (Continued) 
